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l**, Akt2t*«-**i;^K. (2) rafr^xitea 

Ko 

2 ] eh** 2 xi±Eai#* 4t^^7^ mm t v^mm 

[ft ^ 3 ] fig*** 2 Xtte*l#* 4T^^7^ ftEft* * * * 

vmim e ] Mr** 5 (cc«o«9^^ * — e#**a*$ *Lfc«ft. 
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^ * w»i dik^ ^-y^vt Akt2 1 * * * 

[0 0 0 2] 

mA * °*< ***** iffl-cttjflL+'f i; >3WB«»n^j£^«© WL 
T , 2ST- li 4 y x v > tc t T JAuKom * * 0 

arc**. +B^ttn-ca&K* n v -<Dm±izi^z<7> 2 mmmmB^& 
+*ftm*t#o*rT+4 mjmKTMvto. mx«>m<mvi*m<>>*zm- 
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•"^AW^MMHWMr^fa,,,^ proliferator activated recep 
tor:P PARy )er^ h fc LT^** C fc***iiTV»* CWHMdRl M 

**W « MM!**, 6 iir v> * OHHttR 2 - 3 #M) . £ <09m«m&** 
IRS-iaOTRS-2, PI3*^-^ PDKl^LTAktl (PKB« )**v» ttlkt2 (pkb /9 

) - *t«PKCA**v> ( iPKCf-.«*->^;^t eas ^ *«m*ti.rm* 

ft & rSOl, a - * j. 5 > * , -GLUT4 1 MJBflu-^j ? ^ , t K 

SBT-W ^ >S M *6c-CblX«4P^LTCriai, C3G, XOTC10NB 
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7#hs 
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he Journal of Biological Chemistry) j, ( 
#B) , 1 9 9 5^i2 7 0t, p. 1 2 9 5 3- 1 2 9 5 6 
I#****2] rm^-X7D^ 7 (Di«bete. Fr 
ont ier) J , (* a) , 1999^ *i 0 * f p. 8 11-818 

ISWMttiS ' ^T^f^X7n^7 (Diabetes Fr 
ont ier) j , (* ffl) , 2 9 9 9^, ilOi, p. 8 19-824 

> (The Journal of Clinical Invest i gat io 
n) J <#S) , 2 0 0 0^ miOem, *2*. p. 16 5-169 

he Journal of Biological Chemistry)], ( 
*■) , 1 9 9 9^ t2 7 4f, » 4 *, p. 1 8 6 5- 1 8 6 8 
[#*W*K6] (Nature)J, <*H) , 2 0 0 1 * 

4 104 t6 8 3 1f, p. 944-948 

I##W»7] (Science) J (# H ), 2 0 0 2^» 

2 9 24 *2#. p. 1 7 2 8 - 1 7 3 1 
[0 0 0 4] 

[0 0 0 5] 

IBM £ B&ir Z> tz tb<D^m 

W^tic^Mt^m^ L*Ukt2i*^-«*^ *o 

k j: o Titan- * ^ ^nijj-r * d t it 0 * z Tikt2 

, Akt2H«f^i-« Saj r A KBP2 (Akt2 Binding Protein 2) *3- Kf*§fift* 
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*■*--**«*«»«■»-* £ t **h, u AKBP2.C i >->*- Wiew 
*w^.j^w WI(imiw ^ ^ ^^^^ 

[0 0 0 6] 

[1] (1) S!«tf2I. 1 S Wt , |a57 , ;Mmi ^ 
- *kt2fc**T*#.j^ K , **v>,± ( 2 ) B|»2Xliim4« 

[ 3 ] Km* 2 XliEff** 4 Tft « fc* r 3 y MEM* 6 * * * .A ^ K 

U] [1] [3] fcBWO^^^Kta-M-**,;,, 
[5] [4] Ks&m,<Otf>)x?i,*i-F&-£tr&m'<irf-, 
[6] [5] CIBto^^,,-^^^^ 
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**2 0 0 3-2 0 6 9 5 2 



m m 7»a [3 ] «*o#. Wl , fc4kt2t(!)< ^ 

[0 0 0 7] 
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#M2 0 0 3-2 0 6 9 5 2 

f^MIEJ Clustal program (Higgins and S 

harp, Gene 73, 237-244 1QQR- Th™~„ 

^44, 1998, Thompson et al. Nucl. Acids Res. 22 4673- 
4680, 1994)^1:^^^,,^ * 4573 

Pairwise Alignment Parameters <h LT 
K tuple 1 
Gap Penalty 3 
Window 5 

Diagonals Saved 5 

^ ;a ^ ^> =7hy4w * 

«, ^ (1) _ (3) ew^BMrt.,., J 

[0 0 0 9] 

he***- w-wmw*^***,,,, 86CJfftL< 

to 0 1 0] 
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*&*#Jilft®&& (Methods in Enzymology, (1987)154. 350, 367-382) 
^(Science, 150,178, 1968) CI * e f#i^ft*^*cj: 

[0 0 11] 

o 

£t**?#*#, fMolecular CloningJ [SaArook 

, J?>, Cold Spring Harbor Laboratory Press, 1989^]T-<,#4 £ t#U# -5 

o 

*«Ri-*^r») Xtt (3) f^M^^W^t^i 

*o #«S^ftJ=o^Ttt, W001/34785lCfBm$tLTV^otra#tz^T^<5 

o 
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^^ii$^2i^y7^^ f ^,f»;^^^ (P CR ) J 

o 

1) Ifififi?o«mc)»3ttft, d)»4«itfeK:Ett$*L^feK:j: 
[0 0 12] 

******** LT {i , RT-PCR (Reverse transcribed-Polymerase chain rea 
ction) , ;-i?>7UyTJ>ymt, in situ M 7 'V^^y 3 ^^ 

[0 0 13] 
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. TMolecular CloningJ [Sambrook, J«b, Cold Spring Harbor Laboratory Pre 
Jg^M-j-EH*^**!; * * u** Kfctttrf * £ t iz l V) s ztiZM 

ztizxt), MM±wRzfmm&w<om±MM*fcn$mz*tz>z t&x%z> 0 

#y^:/^K<&3m*** ?*>S>*-RNAI^*-e, *4v»ttS^l/^ 

* i * * # e> tiZf&l^fi * - fr^tf* d t vx § * 0 
-tt:it)^it^-C^ 0 J:0*frWtctt, Mil?, mgfl 2 fcflgfto X o 

izmmwv * >, v** h^m^mmmmmm^m^ * - pc dna3. h:w 
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ty^ai^^v^AfeSrffl ^ T293m win * 

&m&*b, (DMEM) ^GOigifc HG418 £ x. tz i> <D T £ & 0 
[0 0 14] 

tic* !K «JB+TjgB^L3t*»9lo#U^^ K*> 

10 0 15] 
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[0 0 16] 

0.1%9->y^«^f.j^ A (SDS)*^r^o.lXSSC (Saline-s 
odium citrate buffer) mmtbimU »ft* f 65 , CT***fli**^4 0 y n 

NA) fc*K^n-rfc<D»*flc*, 4Wao»*f^rft («*«T, yf> 7 'n 7 f 

t < y k cftAtt * Wfc l fc * m * :/ r 



o 
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[0 0 171 

< 7 > *-b > X WAR If ■> -i IV 7, s*. ? ^ _ > 

SBiStc * «• *Akt2<DStt 4- rag, L T , ,j ^ j, ^ ,^_ gK t ^ „ 

****** - ***** * o . a*t Lr«fti»*«aiT# *. 

[0 0 1 8J 

r^-t^DNAB, TSf-^xaamstuz+t.^ **<i<,i5bp£l 
-h, 04 L < ttlOOMJLh, *«.Kff*U<li500fcpJBLh«9>Wt* U «#, 30 
OObpWrt, »4 L < li2000bp£lrt©St£S-^-ts„ 

^KS-^-Kit**.;** WK MA If, BemmXI4K*j#^3KKm«, 
DNA) ^«« i$( :* MDM ,^ s (stejn 19g8 physicochem . cal p 

roperties of phosphorothioate oligodeozynucleotides. Nucleic Acids Res 
16, 3209-21 (1988)) C* 9«W* C fc^*. ±*O7>T±>x m<0 

iitWyft **Mtt**v»tt » **** , - WBK*v. T , MMUte* 
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* * ^ * * - o^fll t L"Ct±, Wn^^^_ (McLachl in 
J R (1994) Proc.Natl.Acad.Sci., USA., 91, 6186-6196), 7 t7^^;^^^ 
*-(Tong-Chuan He (1998) Proc. Natl. Acad. Sci., USA., 95, 2509-2514) Of Ijffl 

»t Lxttrtzmm. t < £mtt*&m+ tizmKmrnrnt 

[0 0 19] 

ffl*t-^W^^i-^XS^^tri«h^#^^i-^Mia^y^^f-Ki:Akt2t 
^ * * LTV»i£ c , Xtl^9 ^ AKBP2 «r $ *fcj»AttUft 

& 1*1 »i , *#£HJ§ o # V "T 9 ^ K t Akt2 1 o * ic^aj f * i fc J: 
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5 * (N. K. Terrett, M. Gardner, D. f . Gordon, R. J.Kobylecki, J. Steele, 

Tetrahedron, 51, 8135-73 (1995) )KioTff«, *Lfcffc**tf. «^*<OJW±»' 

[0 0 2 0] 

Akt2tt^Prto*U>473» (Ser473) **v>tt*V*=>308» (Thr308) **y 
OSer473XiiThr308^ .; **ffc*a 

# (#I;i(«phosphoSer^#^) fcJB^fc*.** 9 >7u y y \ z i ^fflf £ * 
MfttMOXttML*«k*»ff U £*i*K#fc LTtfcphosphoSer^ 

%t>%m2<Dmmt) <o%mmm^tzw^\z^m\.tzmw^^m<o^) « 

[0021] 
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fc ****** fc MM)t tW(tlJ 
»*U<, iOJMMSKttWSMi. jhw. »» k , ttMWliWlBjl||ftL 

(Waga?>, J.I-unol.. Methods 190, pp71-77, 1996) SWt^tah* 

o 

[0 0 2 2 J 

m*« ««, **v. tt * Mtft3WHMWt ^ msmm ^ tm 
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m_hi) -3) o^v-^^&Kis^T^ K^m^^>^>;>^^ 
[0 0 2 3] 

*m*>*\,> i±*mn t * t <d * h , gst& * r * o »t t*» « l £ Akt2^ s k 

**V*fcin vitwO^^vjfe VollS, No. 6, 1994^528J| *-fc 

t2 1 *^9§ (o # V ^ ^ Koftrfr * * KKIX * ^ § * o 
««5^tJ:^Wimi ( 5 ) -CfWL^«BP2«»y^5 h^MMKB 

k * ««t * * * v - - > wmtx t tz^^mmmmm, k * tt « ? - 
* «; ^ y * k * mm* * c t n * ^ ^ ^at^ sua**?*?- 
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TO 0 2 4] 

** 0mV '- **' Molecular Cloni 

naJ Saabrook, Jfe, Cold Spring Harbor Laboratory Press, 1989^ 

10 0 2 5] 

<«Wl>^»JU«lK««T04-n-=> # rt JH |^,_ <:M|B|| 
(DAkt2itf2^<r) #■ D - - y y 

m^T- 9 ^-*Genbank<D T > * „ -> a >#^M95936Kfo« § t h Akt2 

,™ «;^.r,«)^ aT , wue, (Pyrotest ^ poly 

-rase (Matt) ) ^WT, SBCS^oaaftK***, 60 

iitCi^LftJSl.SHpomnf^, KpZEr0™-2 
1 M>tfhnj>x>a) OfcoBWMMlKWA+iCfcKJ:?), t h Akt2 cDN 
it! "~"^ L ^ "^-±K*n- = ^L*Akt2 dWOBWBW^ 

(r^o^* Mwlt) jwr*_^_ (AB ; 3 ; 00D 

NAse q uencer T~?y 4 K^*i,* TAXtt) **v.T**e* titteu * 

****Kflt-*t4iit|BLft. 
[0 0 2 6J 
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^Lfcfc hAkt2*9* 5 K*ftB£ LT\ DNA*V (Pyrobest DNA po 

lymerase ; £ff*tt) 98X3(1*) Oft, 98<C(5#h 55X3 (30»), 72t(5 

>*hu *J * >tt) ^«JP U y * * Ammmz X 9 Lfc (Guthrie C. 

and Fink R. , Guide to Yeast Genetics and Molecular Biology, Academic, S 

an Diego, i99i*) 0 ^mmmmmm^-rmm^^^ mtrpwiu 

f-tu-^wj HcAkt2 cDM*mXZtitz77X* K (mTpDB-Akt2ta& 

-*-C** h '1 y h 7 7 >*^**fcH^jftft*** (DIFCOtt) (20%T 

M±) *37T;KT30»MLfc* TW'i^^F^L 
, v-*-^^*^ (T^OV^t^rAtt) Xtf*-*-:,*- (AB 
1^3700 DNA sequencer 7^^ K^*^^ A Xtt) **V*Ttt*EW©ft 
£**TV\ Akt20cDNA^ pDBtrpOGAU mffi*mm<D*~- 

[0 0 2 7] 

(3) v »> XJ9iJ5RF^ftMS*cDNA5 7^ V -Offcgii 
12^**OC5W6Jv^ S^13^^oC57BiyKsW + mv^^^ B ^ 

»te**<W;-fMife (^±tt MW **;i994*2*20H»ff) iznm 

Oimmm&KK^ ftly(A)TO*MK L fc 0 * h * * ^ZAP-cDNA Sy 
nthesi^Kit*fflv>T, iftO^h^^ B,gOBHtJBv»T»l^ 

#OBcoRIT^^*aa* U MRBXEcaRI. Xtfttor*** L fc 0 
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(CHROMA SPIN-400.; ?u>Ty?1k) lz X & *M Xfl«frV>. fiV'Kft- 
**v>fc c -^*-pACT2 (^n^^tfc) 100/«g*«||»*XhoI-CflJ»fL, 
T^rt y 7 7 7 * — tf (Bacterial Alkaline Phosphatase ; S*gi£1±) t% 
WR**EcoRI-e«IBf L, * * ? A (CHROMA SPIN-1000 ; * n > 

9 y -fwtt &±n wttm mm ; 1994^20011^) ^cdna^ 4 y - 

M-Hy? (UFCP3TK50) t^IUc 0 ^aHRLttOac V* b v 9 > 

(ElectroMAXTM DH10BTM Cells) &ffiv>T, Y n#i— -> 3 >fe 

Kx&&MmA*ff^ iooomi w&mm^-tomm&mLtio mmm^izm^ 

n--#io6«lSLh-c*«£i:*«BU (Qiagen Plasmi 

dKit;^Tr^±) £ffi^T, ^7M:»ynf3-;n;tv\ 7^*3- 

[0 0 2 8] 

(4)if7^;N>f7'J y K*^y-->^ 
±&*> P DB-Akt2KJ: ^I^Uc^wn^-j „ Kffl»*»lfaV203t40(talOY 
PD^#^*(DIFC(W±) ICflM U &S590^/ * - h /POigbfcJEfcW). l*60.4fc* 

U 1.0.1 00. im , ;**A-fy;MHrafcW i Lfc e n«tt««X(3) 

^f«L7-v^^n^«**cDNA9^ -7^ y -*2o M tw&mmu mmm 

*pDB-Akt2XCT5>f ^y-^-Pito^^^ Kfi)««v>-* — e** h y 7 
f7rA n ^ ^y*K^^tzmM<kmik'b1%$k (DIFCOfr) (20%T*fn- 

gal4 <E¥«ai*i*©»#Kejt^*Lfc^»c3mi-*v*-^-ate 

K1~^^Oia^J-e^^3AT(3-AMIN0-l,2,4-TRIAZ0LE; v^v*±)20mM 
«r^iDL7t@^ft/h^ (20%T#n-;*) ±t?30r^r5B MWLfco 
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*HW»Lfc„ i*«-e.<OS!«ffllS4-24I^BI¥PDH3g»*Jir*«S*fc« H IS3 

Sfe Life. 7 -f >P #• -±ic? LJRo fe«Brt»**«efc*fe»feK»(: Lt3 D: 
U RlWWn^,^, Protocols Handbook<D*jSK#oT?^ y 

lamgrftsfctuEM (CAU uwc^iBiihirtr** 

->a >#■§• U29899 Cloning vector pACT2 ft*) ^/f^ 7 - tL ->—y 

> lT*94V,«**,x TAm w-^- (ABI 3700 DNA 
sequencer T/y^ r^*w tA xa) *JBv>Tft£ L*»*, Emm 

[0 0 2 9] 

(5)v^xMBP2ite?<0JBfe3 Kvoftjg 

a * «, c> ffi ^«*i^sn 7 tss S e 5 ,jo mO 34 # ^ e)0 i On#c5 

U Taq.SffijStt) 94t(33-)©«, 94t= (3080 • 58C (1. 5*) • 72C (4 

•l/VB-His-TOPO.^VVfhny.^) (cTOpo TA Cloning A M > Kf 
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oaUtEW*. ^^^--tW^n^-^-^^^^^^^^ (TOp0T 
AClodingkit^^ifhnyi^aiWFIM-u) 5, ]» ( 

KVnM *^^*±) Xlf'>^^>^-0ffll 3700 DNA sequencer ; T 

flr& (4) r» tlfc*e£*a*«>cDNA t « ft|Q««>« ft-?* o fc„ ftftOKff 

* ra o * £ t * R«fe^FoK^0%o0utij j; zmmt (4) •<? 

[0 0 3 0] 

(6) v * AKBP2^^ * * - OffcS 

«ra (4) mm^i-em s ^m.mwm<o^^hm^m^w^ tz 

3'«0«^E^jfcffi|Hiartta6E3?!I**t- *o PCRSJC&tiDNA^y 9 
(Pyrobest DNA Polymerase ; tiM) £fflv>, 98X5(130 Ofk 98X1(5® 
), 55°C(30#K 72-C(5^)©-9--f ^>u4:35ISI*i)igLfco PCW»*T#n-* 

*C^^«+oniWABfM-*«5l^^^^ (pcDNA3.1/V5-His-T0P0;^ 
>^hnyx>!t) tCTOPO TA Cloning yXfA > tf h n 

■=>^H3'«^^-ft*ov5^trh^^ (paramyxovirus SV50V proteinEtj 
Southern J A, J. Gen. Virol. 72, 1551-1557,1991) £tfHIS6* ^(Lindner P 



miE#2 0 0 3-3 1 1 2 2 



Q 



12 003-206952 



BioTechniques22, 140-149, 1997) #r **AKBP2itfz;^<75 h V 7>lx y b £ |Sj fc 7 
- AT^ < i ^ fc, AKBP20* > „ y»r3 K>EW#»**L« X ? RttUft. #<b 

(T0P0 TA Cloning kit ; 4 Fn^x >*± ; 
#11) tv-r/vmn (7/7^ K^^-yxfAtt) RVis-t-yy- 
-(ABI 3700 DNA sequencer ; 7^7^ K/sV * ^ AX*±) £^V>T*fe£ L£ 

o ^*^l^^i"iE*AKBP2M3®^ri~K^^i7i9^^0AKBP2 
cDNA#DNAE3?IJ03»ffiO^ h yfn V>*^ fzmkt LT^^^^^-pc 
DNA3.1/V5-His-TOP0^A$ttTv^^fc^ii^ L ^ o ^ T >^^^ K 
£pcDNA-AKBP2 <h B&fBf & 0 
[0 0 3 1] 

±&<vmmm(5)T~ftmLtzm$L7>7A$ FpcDNA-AKBP2;jm^**- (pcDNA 
3.1/V5-His-T0PO) taaflftC^e ^nvx^CfAL^ 293Mftfi6* ~ 
(^^;Ht#35mm) (D^mmz^ ^2ml<910%«^BifiLri 

*fc***-***Lfc. i^*fl&*=y>«*^>^Affi(Grahamet al., Virolo 
87. 52,456,1973, *^*Afc»^*Wfffii3-l5Kl994#)JC J: »)pc 

DNA-AKBP2(3.0^g/H 7 ^;v ) ^-^ l ^ At7 . o 30l*TO*Lfc&, ***** 

-la*(M«f&(10(MI V V * A ( P H7.8), 0.2Kh Vh >X-100) *«Hft L 

[0 0 3 2 J 

(2)AKBP2SSSO^m 
±£»*I2 (l)OAKBP2H^^O^^io^ HZIO^ \V2MUtS0S*>7M 
* 7 r- (125*1 M*«Mfe(pH6.8), 3X9* y 9^ 2 0% *n;*y 

0.14M 0.0^nA7x/^^ 7;H ^ L 

> loorr^^aL^ iw©SDs#yr*y*T5 k^****!**^ 
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[0 0 3 3] 

<M " ,>1 *™' »«6***iE*v»^, Siow^^^ 
4$ *t * AKBP2|&S4o SJjg 

a (Iwatsuka et al.Endocrino!. Japon. : 17, 23-35, 1970, Taketoa, et al 
Hon, Metab. Res., 7, 242-246, 1975)* * L < ttJtMMt ^ * ' 

f >- S-U m« (Glyceraldehyde 3-phosphate deh 

ydrogenase (G3PDH)) «»*«« CJ: 91liEut . tT(±pRISM w 

7700 Sequence Detection SystemiSYBR Green PGR Master Miz ( 7 ^ W K 
* fc 9 £ &SYBR Green Iitm*>*** *y r »,<A . . t K £ 
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(1) £RNA(total RNA)<7)MWk 

■C*«;*4f-f>29.8%, **n~-;u5.8%, *9$>Sy,x lm3%s 

^28.9%. 7Xl0o/ Oo ]E«*I*CW (B*^7tt) **v>fc 0 Mffi^ 

WW^ii^U RNAMttMME (Isogen;^ ys K>v^^ ± ) 

jc* y -jufcjR Lxm**K»M L-20VX&& Ltz Q 

[0 0 3 4] 

(2) imKcDM<D&m 

ORNA (I4^v^^^) > 0.25^gORNA (lS^Ov^^^^,) ^ 
tl-TtUB^ aME^KJM* * h (Advantage™ RT-for-PCR Kit ; * n >^ y * 
tt) 5:^^X20^ l^T^oTto aMg^ «m*180^1*i D iLr-20t:-Cfi^ 

[0 0 3 5] 

(3) PCR7 0 ^^-7-(7)fp$« 

4 (i^**14-EW#*l7) * (4) ^T^SPCR 

^7^-aWt^ 0 v ^^AKBP2it^mLT{ii2^J#^14tge^j 

[0 0 3 6] 

(4) it^^iOMjc 

PRISM « 7700 Sequence Detection System^ J: *FGBi««>i; 7**-f Ai^li 
25^lO*-CK«# KftoTffo?5:o «t^v,Tl^cDNA«5^U 2xSYBR Gr 



mSE# 2003-311224 



o 



^12 003-206952 



eotfft*12.5„U ^^^^IftMLft. ^^-ei^iIcDNA* ± C2)-e 

DNA (^n^^tij^^^^^,^ pcR{ ^ 50rTlQ ^ 
i:iv^95tt10^|i 95-CT-15#. 60tT6Q»*> 2 *^ „ 
45-9- ^^^m^M-t^tizX^n^fZo 

4 ^ElflW 0, v^^AKBP2HSlfio^tcj: ifRM^ 
[0 0 3 7] 

tt*ft * tt^l.SkbpODNA^^. IUM! ^ L* t o fc pwto mv ^ 
L * " ^ BS^S^^^itf^^ftcDNA^^ M £ fc 



ffi£E# 2003-31 12245 



Q 



Wm 2003-206952 



hAKBP2a^oKF( t<)fcf=% i^J#^20K*^^^* 
»*^ij^800^O C DNAifM-^. h«Wifi*cni^6ia^t«v,T* 

(Pyrobest DMA Polymerase ; S^±) tMv », 98TC(lfr)©fc, 98<C(5#), 5 
5<C(30#h 72r(5*)o^^^ tr35H|fc0iBLjto # ^ PCRMt ,£ T#n 

[0 0 3 8] 

< ftjfcffl 5 > fc h AKBP2M S K * «3Rt- * ttgffllfi OffeR 

tt *° jaM *" e * 6 * h ^^O^cDNA^^^^! (6 ) ^ L 

KBP2Ji6Jf *1782ttlt«Ot hAKBP2 cDNA^NAMB^JOS'filjO^ h y 

yrr K>**v>fcWKfc LtflOM^^ *-pcDNA3. l/V5-His-TOP0tC^A? 
^^^ tlu , o JJlTi^I^^ K^pcDNA-human AKBP2tB&fB 

5 KpcDNA-human AKHP2*rH3t«2(l) W*o^ft-c 9 ^ 



bBIE#2 003-311224 



Q 
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h M hAKBP2-V5-HIS6U!^a®^^-t^70kDaOSe®^S^^ * -pcDN 
A- human AKBP20«*| A L T^ffi $ *t* £ fc *«R U * n - ^ y y L 

[0 0 3 9] 

< MM®} 6>tY AKBP2 1 Akt20*@SffcE O^IE 
(l)GSTIteAkt2f&3E:/?*3 KOffc» 
hAkt20cDNA*GSTM-fr«a-?^^-pGEX-3X (T7ytA^Wx>xtt 
^ife^Jl (l) •CWfcjft.fcfc hAkt20cDNA*«||RB*HindIII 
&tfEcoRIT, ^^^-pGEX-SX^MI^^BamHI^i^coRIT^tL^^ifL, ft 

*««fcLT#>flr60r-e30*HI»lL3feaiR^L, ffl-?2 
NFK&*L7to £*tfc&&8f#Ofc hAkt2 cDNA»fJt, * ~pGEX-3X&aSi^ 
ffl»ftf*r«*Lfc*0*DNA ligase^ (DNA ligasion kit II; £fljft) fcfi^. 
LT16r T^P«SU pGEX-SX^l^n-^^^ h j CAkt2 cDNfcPW 
AStLTtT^;^ K (JaTpGH-ikt2fc*«sf *) *ffeRLfc 0 K?l#*23fcj|S 

A^y^fAti) S^v-^V-tf— (ABI 3700 DNA sequencer yfv 4 
^y^fAXti) *«v»TO»E3H|o*g«:ffv\ Akt20cDNAO rr - KM 
pGEX^ * 9 - ?)GST* ^r«R Lm$*iTV^40*«RL/; 

o 

[0 0 4 0] 

(2)GSH4£-Akt2* >^KofflKK 
iJfiO (1) -TWfcflfc:/?;** KpGEX-Akt2*^»WBL21«rfflv»T. heat shock 
»KJ:3«jMEjfc*fTV\ 2.4 mL©«*-e-»SaW*L7t||, ^0^*^4 
00 mlJMftfcfcL&x., 37r^3B#n«***Lfcft. ft*ft&*2.5 mMt& 
*J"5fcIPTG (SIGMA) **inU 3EH3WFWSjftJgf#LrGSl«^Akt2«fiK ( 
»TGST-4kt2 «*i|Lt *#*HJKU (UK 



I±1SE#2 0 0 3-3 1 1 2 2 



Q 



#M2 003-206952 



^— ->* 



X* Voll3, No.6, 1994^528^^2= <b) ^TGST-Akt2*^;i^* 
>-b77n-^^X (Glutathione Sepharose 4B ; 77->tA • 7 T ^-> 
Ttt) ±fc**Lfc 0 = I >^^-^tLTpG^^X•W^r«ftL*:*li«BL2^* 

6gsiw^*o*m (iaTGswajttMi-*) *±**w*fcwi»*L 

/>J'J7>h^M^ *W***3«©Ml« (GST-Akt2;79kDa 
* GST«6K;26kDa) jW»«*itv** i ± Ltz a 
[0 0 4 1] 

±* (2) -CfWL*:GSIll^Akt2«fiK (^GST-Akt2 ^f^* ) £tf^T 

I*. Voll3, No. 6, 19M*528X Jfrfc^S,) Ki 9 T|iLft, J f±li 
**1 (5) T^t7-pcDNA-MBP2O0.5^ g ^M^LTWrkit (TOTRQuick C 
oupled Transcription^ranslation System; 7'n > 40 M lis i?*T 

4Vh-7 (redivue Pro-miz L-[35 S ] ; T 7^A) 1.3 MBq*ffiV>T«H*(^ 

tfflwmwiLft. -©AnawajruaaMns^ifcia (2) ^9 

OBoffer A (HUH;*** C P H7.5) . 1096^;*n^ K 12 0mM NaCU ImM E 
DTA, O.lnMEGTA, O.SmM PMSF, 0.5%NP-40) *^LT4r*l*|WR»Lfc. 

j: 0 ^Xl^ewi,^^^ 

** i ***^ 8 -**-t**>Buffer AONaClMCtioOmMfCM^LTfeJlMfaK) 
5-IW^U ffflSl^i^^ £0*flE*4B***Lfc 

A* * *l* vvt > WGST-Akt2*^ L fc***** * ^ 



tBiE#2 003-311224 



Q 



2003-206952 



mttVbtlfZo toTffl^k h AKBP2Ji\ ^^O^^^AKBP2t IW»CAkt2 



[0 0 4 2] 

<«M 7 >NIH3T3 LlJ»K^^it« v^^j«BI^a«»«»i J: *Akt2**-- 
±i0i * 5 "- ;W ri; " ^^^W^O^WfOift^fe, Akt2tAKBP2 

(1) ^(fhn+t^7 7^ffl|fGsr- crosstideW|| j 
Akt2 0^a»**-C**GS83i9 0i; >BMfc«Mfc*3.- K«B3»»2«j Jitf 
E^#^fc^Lfc££*y:^*»-fru pGEX-6P-l-<* ^©EcoRI, Xhol 
tOCt^ifCo -#t*pGST-cn»8tidefcLfc. KpGST-crossti 
de£«lfBL2l£Mv>T, heat shockfc }:i *tfv>. 2.4 mLOJ»*«[ 

**Lfcfc. «WK#2.5iilfc4«J:^K:iPrc (SIGMAtt) £«]U 
MKa**LTGST»^«6fr (mTGST-crosstidetB&IBf «) ft* 
Ltz 0 B#*HJRU ^DO^fe (MI^ Voll3, No. 6, 1994^528Jt *-fa 
5H?,) K^^GSr-crosstide£^;i/*^*;/* 7T n-*e~x (Glutathi 
one Sepharose 4B ; 77y tA • 7 7 ^y7ti) ±fc*»Lfc 0 »*Lfc£*L 

[0 0 4 3] 

(2) 7f/^ ^^^^-**0ffiL/iAKBP2tt«a'>>f/p^of^* 
•7^^AKBP2«rn- KfAfltfiK^Wf^*, pcDNA-AKBP2 * - «fc i) WfSmmBam 
HI, SacII*fflv*Ttt*)fflU *6fcSacII* J: WHotI«J»f||fM-to< * y 
* y =OEW«-26* J: TO»^-27^ffiv^TTT-V *, J * ^ -pAdTrack 



mtE#2 003-311224 



2003-206952 
Bglll^iO^otl) KJfAU AKBP2/pAdTrack-CMV^* * - ^#7t 0 

mr, *m*><?u i> c - A Practical Guide for using the ° AdEasy Syste 

«"] (HYPERLINK "http://www.coloncancer.org/adeasy.htm" "http://www. c 
oloncancer.org/adeasy/protocol2.htm" ) ] iz^\ AKBP2*«3Sf ***flfiT 

r;*<»xm*>Mm*if*K. nnn-. iTfy ,^, ( ^ pAdTrack _ c 

***-f***l*260 «»c*»t*iR*KU260)*«3gU TEOtf**?** L 

[*] 1 A260 = 1.1 x 1012*^**8* = 3.3 x 1qU pfu/ffll 
[0 0 4 4] 

(3) nih3T3 ^mmmmz^f^^^ m?2m ^^^ m2 ^ &it ^ 

NIH3T3 L1«S*10% ^^BJa^CPCS)^^^^.^^^-^^^ 

•AK4i^KiV»fc 0 SB, lO^g/ml 250 mr* 

0.5-IMyr^-WfW^> (IBMX) SriDx.7tDMEM (10% FCS) 
^*^LT3T3-U|||ft0^fct»»Lfeo *©2B*. «ft«0.4 mlODME 
M (lWTCS)K*L)to *©4Blk AKBP2*»a$*4TT-y^^^^^ 
<98 x 1010 pfuOM-r^jcaiJnLfeo 3^ fn-;^ LTIiGFPO**** 

TTs*4K*mam>nmL* e> leftm, *jfiivtDMEM^^« t, 100 nM^r > 

*V>KJ:*^«>l*i| (0, 30, 60^W) JW* U ft£*ttWft»fttt ( 50 mM 
Tris-HCl pH 7.5, 1 mM EDTA, 5 mM EGTA, 0.5 mM Na 3 V0 4 , 0.1 % Z-**,*? 
bx.9S-A,, 50 mM NaF, 5 mM sodium pyrophosphate, 10 mM fi -Glyceropho 
sphate, 1 % Triton-X 100, 0.1 mM PMSF) 500^1*^^*0 15000 rpm, 20 
M*ft4fe ±»HftAkt2jft* (Upstatett) J3 J: ^roteinG-sepharose (Am 
ershamtt) fc* ***jt*Lfc. ^^zt^ii«^^T'2|U, (50 mM 

Tris-HCl pH 7.5, 0.03 % Brij35, 0.1% T2Ms R 

Sm (20 mM MOPS pH 7. 2, 10 mM M g C 1 2 , 25 mM ^-Glycerophosphate! 5 m 



f±JiE#2 003-311224 
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MEDTA, 1 mMDTT) T^IUife^U L*r 0 
[0 0 4 5] 

(4) << >\£Yu*1r~-l£7 

2P-ATP, 3^g GST-crosstide^^tp^JS^^^^, 30 o CT20^M Lfz Q & 

J: tOTHaroe8tide*c«9a**L7tJWt^tBAS2000/^*-f ^-v> 

^7^^ ( ff±7 ^; VAtt) KiJ:0»fU aLfc. H3fc*c*-j:$K: 
. ^ >^ y >ftMitt|C«tt« a ^ f n-A.^>f ^ (GFP) i3j:tftKHP2** 

J: 0 a> h n^j: »,o.82»fc:«® Lfc. Wfcfcioo nM^ >JW*K:J:*Ak 
■t20®tt±#*«^Lfet£* % GFP*jtefflJ6-c tt , »J^^^jt^l.39^ (3 
<W > 1.5* (605*) ©»*«tto±#t*L*:©fcWt, 
*$-*fc*»-Ctt, *l*IWWftigtt±#ttl.30» (30*-) *J:tfl.22« (60# 

3fet#: (New England Biolabtt) ^Wx^r^Dy hit 

www»ft';>»fbojiai«i6 6it3t ^ *oi;>HMtaaioa«tt, akbp 

2 9 * * «ft«A * X li a > h n - * * ^ ^ mmmm j. 0 ^ 

tux**,, ^>^^^^-^?r y ^r>fott**^L^o JSU:©*** <k 

[0 0 4 6] 



miDE# 2003-311224 
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[0 0 4 7] 

JaTOEW*©»*Aaj L< 2 2 3 >fc tt , TArtif icial SequenceJ Oft** 

ttMBIIi, *n-->^^- pACT2 (GenBank U29899) Ofjl5183# (5') 
~05162# (3') <Di&mfrh*&mW?$>&o 

[0 0 4 8] 
[E8M 

SEQUENCE LISTING 
<110> Yamanouchi Pharmaceutical Co. , Ltd 
<120> Akt2 interacting protein 
<130> 3304IPY 
<160> 27 



<170> Patentln version 3.1 

<210> 1 
<211> 1722 



ffiiE#2 003-311224 



<213> 



DNA 

Mus sp. 



2003-206952 



<220> 

<221> CDS 
<222> (1). . (1719) 
<223> Inventor: Endo, Yuki; Endoh, 
i; Inabe, Kazunori 



Hideki; Ueda, Yoshitaka; Kato, Miyuk 



<400> 1 

atg gca get gtg ccg ccc ctg egg gac cgc ttg age ttc ttg cat agg 48 
Met Ala Ala Val Pro Pro Leu Arg Asp Arg Leu Ser Phe Leu His Arg 
15 10 15 

etc ccc ate ctg ttg aag ggg acc tea gat gat age ate cca tgt cca 96 
Leu Pro He Leu Leu Lys Gly Thr Ser Asp Asp Ser He Pro Cys Pro 
20 25 30 

ggc tac ctg ttt gaa gag ate gec aag att tec cac gag tea eta ggc 144 
Gly Tyr Leu Phe Glu Glu He Ala Lys He Ser His Glu Ser Leu Gly 
35 40 45 

age age cag tgc ctg ctg gag tac etc ctg aac cgt ctg gac age age 192 
Ser Ser Gin Cys Leu Leu Glu Tyr Leu Leu Asn Arg Leu Asp Ser Ser 
50 55 60 

tec ggc cac gtg aag etc aag gtg eta aag ate ttg ctt tac ctg tgt 240 
Ser Gly His Val Lys Leu Lys Val Leu Lys He Leu Leu Tyr Leu Cys 



ttJ|iE#2 003-311224 



65 



70 



2 003-206952 



75 



80 



^-v: 35/ 



ggt cat ggc tct tec tec ttc etc etc ate etc agg aga aac tct get 
Gly His Gly Ser Ser Ser Phe Leu Leu He Leu Arg Arg Asn Ser Ala 
85 90 95 



288 



etc ate caa gaa gee acg get ttc tea ggg cct cca gat cct ctt cac 
Leu He Gin Glu Ala Thr Ala Phe Ser Gly Pro Pro Asp Pro Leu His 
100 105 110 



336 



gga aat age ttg tac cag aag gtg egg gcg get gee cag gac ctg ggt 
Gly Asn Ser Leu Tyr Gin Lys Val Arg Ala Ala Ala Gin Asp Leu Gly 
115 120 125 



384 



age ace ctg ttc tea gat gee gtg cca cag cct cca teg cag cca cct 
Ser Thr Leu Phe Ser Asp Ala Val Pro Gin Pro Pro Ser Gin Pro Pro 
130 135 140 



432 



cag ate ccg cct ccc gca ggc atg ggc gee cag gee aga cct ctt agt 
Gin He Pro Pro Pro Ala Gly Met Gly Ala Gin Ala Arg Pro Leu Ser 
145 150 155 i6o 



480 



gec ctg caa ggc ttc ggc tac acg aag gag age age egg aca ggc tec 
Ala Leu Gin Gly Phe Gly Tyr Thr Lys Glu Ser Ser Arg Thr Gly Ser 
165 170 175 



528 



gca ggt gaa ace ttc etc tec acc ate cag agg gee gca gag gta gtg 
Ala Gly Glu Thr Phe Leu Ser Thr He Gin Arg Ala Ala Glu Val Val 
180 185 190 



576 



tniE#2 003-3112245 
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get aat get gtg cgt cct gga cct gat aat cct tgt ace aag gga ccc 
Ala Asn Ala Val Arg Pro Gly Pro Asp Asn Pro Cys Thr Lys Gly Pro 
195 200 205 



36/ 



624 



ttg ccg tat ggt gat tec tac cag cct gca gtg aca cct tea get age 
Leu Pro Tyr Gly Asp Ser Tyr Gin Pro Ala Val Thr Pro Ser Ala Ser 
210 215 220 



672 



cac aca cat ccc aac cct ggg aat eta etc cct ggg gec ate ctg ggg 
His Thr His Pro Asn Pro Gly Asn Leu Leu Pro Gly Ala He Leu Gly 
225 230 235 240 



720 



gee aga get gtg aga cac cag ccc ggg cag get ggg ggc ggc tgg gat 
Ala Arg Ala Val Arg His Gin Pro Gly Gin Ala Gly Gly Gly Trp Asp 
245 " 250 255 



768 



gag ctg.gac age agt cct agt tec cag aat tec tec tgc acc age aac 
Glu Leu Asp Ser Ser Pro Ser Ser Gin Asn Ser Ser Cys Thr Ser Asn 
260 265 270 



816 



ctg age agg gee teg gac teg ggc agt egg tct ggc agt gac age cac 
Leu Ser Arg Ala Ser Asp Ser Gly Ser Arg Ser Gly Ser Asp Ser His 
275 280 285 



864 



tct ggc acc age egg gag cca ggc gac ctg gca gaa agg get gag gee 
Ser Gly Thr Ser Arg Glu Pro Gly Asp Leu Ala Glu Arg Ala Glu Ala 
290 295 300 



912 



ffifiE#2 003-3112245 



&m 2003-206952 

acg ccc cca aat gac tgc cag caa gaa ctg aat eta gtg agg act gtg 
Thr Pro Pro Asn Asp Cys Gin Gin Glu Leu Asn Leu Val Arg Thr Val 
305 310 315 320 

aca cag ggg cca cgt gtc ttc ctg age cgt gag gag acg cag cac ttc 
Thr Gin Gly Pro Arg Val Phe Leu Ser Arg Glu Glu Thr Gin His Phe 
325 330 335 

ate aaa gag tgt gge ctg etc aac tgt gag gca gtg ctg gag ctg etc 
He Lys Glu Cys Gly Leu Leu Asn Cys Glu Ala Val Leu Glu Leu Leu 
340 345 350 

ctg cgc cag ctg gtc ggg acc agt gag tgc gag cag atg agg geg ctg 
Leu Arg Gin Leu Val Gly Thr Ser Glu Cys Glu Gin Met Arg Ala Leu 
355 360 365 



960 



1008 



1056 



1104 



tgt gee ate gcg tec ttt ggg agt get gac etc ctg cct cag gag cac 
Cys Ala He Ala Ser Phe Gly Ser Ala Asp Leu Leu Pro Gin Glu His 
370 375 380 



1152 



gtc etc etc ctg tgc cga cag cag ctg cag gaa ctt gge gcg gge age 
Val Leu Leu Leu Cys Arg Gin Gin Leu Gin Glu Leu Gly Ala Gly Ser 
385 390 395 400 



1200 



cct gga cct gtg acc aac aaa gee acc aag ate ctg aga cat ttt gaa 
Pro Gly Pro Val Thr Asn Lys Ala Thr Lys He Leu Arg His Phe Glu 
405 410 415 

gec tee tgt gga caa cag etc cct acc eta agg etc tgt gec cag ccc 



1248 



1296 



miE#2 003-311224 
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Ala Ser Cys Gly Gin Gin Leu Pro Thr Leu Arg Leu Cys Ala Gin Pro 
420 425 430 



^-v: 38/ 



aac tct gca get gec cct gtg ggc cca get gac ctg ctg ace age ccc 1344 
Asn Ser Ala Ala Ala Pro Val Gly Pro Ala Asp Leu Leu Thr Ser Pro 
435 440 445 



gtg cct gec cct ggg age cag gtc tgc etc cag cct etc age tec gec 
Val Pro Ala Pro Gly Ser Gin Val Cys Leu Gin Pro Leu Ser Ser Ala 
450 455 460 



1392 



aca gtg gta ccc agg agt cct gtg etc ttt cca tec ccc aat acc tta 
Thr Val Val Pro Arg Ser Pro Val Leu Phe Pro Ser Pro Asn Thr Leu 
465 470 475 480 



1440 



cct ccg tct get ctg gag gag ccc age gag gtc cga acc caa ttg gtg 
Pro Pro Ser Ala Leu Glu Glu Pro Ser Glu Val Arg Thr Gin Leu Val 
485 490 495 



1488 



tgt tct agt gaa cag ggg aca gaa tct gag cag agg ctg gag aac aca 
Cys Ser Ser Glu Gin Gly Thr Glu Ser Glu Gin Arg Leu Glu Asn Thr 
500 505 510 



1536 



gac acc cca gag gat age tec agt ccg etc ccg tgg agt ccc aac tct 
Asp Thr Pro Glu Asp Ser Ser Ser Pro Leu Pro Trp Ser Pro Asn Ser 
515 520 525 



1584 



ttg ttt get ggc atg gag ctg gtg get tgc ccc cgc ctg cct tgc cac 
Leu Phe Ala Gly Met Glu Leu Val Ala Cys Pro Arg Leu Pro Cys His 



1632 



mtE# 2003-3112245 
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o 



53 0 535 



540 



ccg gtt tea gag cca tea get ttt gca ttt tta aac atg tga 
Pro Val Ser Glu Pro Ser Ala Phe Ala Phe Leu Asn Met 
565 570 



<210> 2 

<211> 573 

<212> PRT 

<213> Mus sp. 

<400> 2 



Met Ala Ala Val Pro Pro Leu Arg Asp Arg Leu Ser Phe Leu His Arg 

5 io 



Leu Pro He- Leu Leu Lys Gly Thr Ser Asp Asp Ser He Pro Cys 



20 25 



Pro 
30 



Gly Tyr Leu Phe Glu Glu He Ala Lys He Ser His Glu Ser Leu Gly 
35 40 45 



^- *J : 39/ 



age teg eag gae ete eag aea gat tta eag aag gtg aee aea gaa get 1680 
Ser Ser Gin Asp Leu Gin Thr Asp Leu Gin Lys Val Thr Thr Glu Ala 
545 550 555 56O 



1722 



tUiE#2 003-3112245 
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40/ 



Ser Ser Gin Cys Leu Leu Glu Tyr Leu Leu Asn Arg Leu Asp Ser Ser 
50 55 60 



Ser Gly His Val Lys Leu Lys Val Leu Lys He Leu Uu Tyr Leu Cys 
65 70 



75 



80 



Gly His Gly Ser Ser Ser Phe Leu Leu He Leu Arg Arg Asn Ser Ala 
85 90 95 



Leu He Gin Glu Ala Thr Ala Phe Ser Gly Pro Pro Asp Pro Leu His 
100 105 110 



Gly Asn Ser Leu Tyr Gin Lys Val Arg Ala Ala Ala Gin Asp Leu Gly 
115 120 125 



Ser Thr Leu Phe Ser Asp Ala Val Pro Gin Pro Pro Ser Gin Pro Pro 
130 135 140 



Gin He Pro Pro Pro Ala Gly Met Gly Ala Gin Ala Arg Pro Leu Ser 
145 150 155 160 



miE# 2003-3112245 
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Ala Leu Gin Gly Phe Gly Tyr Thr Lys Glu Ser Ser Arg Thr Gly Ser 

170 175 



^-v*: 41/ 



Ala Gly Glu Thr Phe Leu Ser Thr He Gin Arg Ala Ala Glu Val Val 
180 185 190 



Ala Asn Ala Val Arg Pro Gly Pro Asp Asn Pro Cys Thr Lys Gly Pro 
195 200 205 



Leu Pro Tyr Gly Asp Ser Tyr Gin Pro Ala Val Thr Pro Ser Ala Ser 
210 215 220 



His Thr His Pro Asn Pro Gly Asn Leu Leu Pro Gly Ala He Leu Gly 
225 2 30 235 240 



Ala Arg Ala Val Arg His Gin Pro Gly Gin Ala Gly Gly Gly Trp Asp 
245 250 255 



Glu Leu Asp Ser Ser Pro Ser Ser Gin Asn Ser Ser Cys Thr Ser Asn 
260 265 270 



Leu Ser Arg Ala Ser Asp Ser Gly Ser Arg Ser Gly Ser Asp Ser His 



£fitE#2 003-3112245 
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^ — • 



275 



280 



285 



y : 42/ 



Ser Gly Thr Ser Arg Glu Pro Gly Asp Leu Ala Glu Arg Ala Glu Ala 
290 295 



300 



Thr Pro Pro Asn Asp Cys Gin Gin Glu Leu Asn Leu Val Arg Thr Val 
305 310 



315 



320 



Thr Gin Gly Pro Arg Val Phe Leu Ser Arg Glu Glu Thr Gin His Phe 
325 330 



335 



He Lys Glu Cys Gly Leu Leu Asn Cys Glu Ala Val Leu Glu Leu 



Leu 



340 



345 



350 



Leu Arg Gin Leu Val Gly Thr Ser Glu Cys Glu Gin Met Arg Ala Leu 
355 360 



365 



Cys Ala He Ala Ser Phe Gly Ser Ala Asp Leu Leu Pro Gin Glu Hi< 
370 375 



380 



Val Leu Leu Leu Cys Arg Gin Gin Leu Gin Glu Leu Gly Ala Gly 
385 390 



395 



Ser 
400 



ffi!E#2 003-3112245 
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v : 43/ 



Pro Gly Pro Val Thr Asn Lys Ala Thr Lys He Leu Arg His Phe Glu 
405 410 



415 



Ala Ser Cys Gly Gin Gin Leu Pro Thr Leu Arg Leu Cys Ala Gin Pro 
420 425 430 



Asn Ser Ala Ala Ala Pro Val Gly Pro Ala Asp Leu Leu Thr Ser Pro 
435 440 445 



Val Pro Ala Pro Gly Ser Gin Val Cys Leu Gin Pro Leu Ser Ser Ala 
450 455 460 



Thr Val Val Pro Arg Ser Pro Val Leu Phe Pro Ser Pro Asn Thr Leu 
465 470 



475 



480 



Pro Pro Ser Ala Leu Glu Glu Pro Ser Glu Val Arg Thr Gin Leu Val 
485 490 495 



Cys Ser Ser Glu Gin Gly Thr Glu Ser Glu Gin Arg Leu Glu Asn Thr 
500 505 510 



mfE#2 003-3112245 



&m2 0 0 3-2 0 6 9 5 2 44/ 



Asp Thr Pro Glu Asp Ser Ser Ser Pro Leu Pro Trp Ser Pro Asn Ser 
515 520 525 



Leu Phe Ala Gly Met Glu Leu Val Ala Cys Pro Arg Leu Pro Cys His 
530 535 540 



Ser Ser Gin Asp Leu Gin Thr Asp Leu Gin Lys Val Thr Thr Glu Ala 

560 



545 550 555 



Pro Val Ser Glu Pro Ser Ala Phe Ala Phe Leu Asn Met 
565 570 



<210> 3 

<211> 1782 

<212> DM 

<213> Homo sapiens 

<220> 

<221> CDS 

<222> (1)..(1782) 
<223> 

<400> 3 

atg get gec gcg ccg ccg eta egg gac cgc ctg age ttt eta cac egg 



48 



£BfE#2 003-3112245 



9 



2003-206952 

Met Ala Ala Ala Pro Pro Leu Arg Asp Arg Leu Ser Phe Leu His Arg 
15 10 15 



45/ 



etc ccg att etc ctg aag ggg acg tec gat gat gat gtc ccg tgt ccg 
Leu Pro He Leu Leu Lys Gly Thr Ser Asp Asp Asp Val Pro Cys Pro 
20 25 30 



96 



ggc tac ctg ttt gaa gag att get aaa ate tec cac gag tct ccg ggc 
Gly Tyr Leu Phe Glu Glu He Ala Lys He Ser His Glu Ser Pro Gly 
35 40 45 



144 



age age cag tgc ctg ctg gag tac etc ctg age cgc ctg cac age age 
Ser Ser Gin Cys Leu Leu Glu Tyr Leu Leu Ser Arg Leu His Ser Ser 
50 55 60 



192 



tec ggc cac ggg aag etc aag gtg ctg aag ate ctg etc tat ctg tgc 
Ser Gly His Gly Lys Leu Lys Val Leu Lys He Leu Leu Tyr Leu Cys 
65 70 75 



80 



240 



age cac ggc tec tec ttc ttc ctg etc ate etc aaa cgc aac tct gee 
Ser His Gly Ser Ser Phe Phe Leu Leu He Leu Lys Arg Asn Ser Ala 
85 90 95 



288 



ttc ate cag gaa get gca get ttt gca ggg ccc cca gat cct ctg cac 
Phe He Gin Glu Ala Ala Ala Phe Ala Gly Pro Pro Asp Pro Leu His 
100 105 HO 



336 



ggg aac age ttg tac cag aag gtt cgc gcg gee gcg cag gac ttg ggg 
Gly Asn Ser Leu Tyr Gin Lys Val Arg Ala Ala Ala Gin Asp Leu Gly 



384 



aJSE#2 003-3112245 
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115 



120 



125 



^ — -J 



v : 46/ 



age acc ctg ttc teg gac ace gtg ttg ccg etg get ccc tec cag cct 
Ser Thr Leu Phe Ser Asp Thr Val Leu Pro Leu Ala Pro Ser Gin Pro 
130 135 140 



432 



ctg ggg acc ccg cct gec aca ggc atg ggc tec cag gee agg ccg cac 
Leu Gly Thr Pro Pro Ala Thr Gly Met Gly Ser Gin Ala Arg Pro His 
145 • 150 155 160 



480 



age acc etc cag ggt ttc ggc tac age aag gaa cac ggc cgc.acg ggc 
Ser Thr Leu Gin Gly Phe Gly Tyr Ser Lys Glu His Gly Arg Thr Gly 
165 170 i 7 5 



528 



teg gca ggc gaa gee ttc etc tec acc ate cag aag gee gca gag gtg 
Ser Ala Gly Glu Ala Phe Leu Ser Thr He Gin Lys Ala Ala Glu Val 
180 185 i 9 o 



576 



gtg gee age gee atg cgc ccc ggg ccc gag agt ccc agt acc egg agg 
Val Ala Ser Ala Met Arg Pro Gly Pro Glu Ser Pro Ser Thr Arg Arg 
195 200 205 



624 



etc ctg ccg egg ggt gac acc tac cag cct gec atg atg cct tea gee 
Leu Leu Pro Arg Gly Asp Thr Tyr Gin Pro Ala Met Met Pro Ser Ala 
210 215 220 



672 



age cac ggt ccc cca acc ctg ggg aac eta etc ccc ggg gec att cca 
Ser His Gly Pro Pro Thr Leu Gly Asn Leu Leu Pro Gly Ala He Pro 
225 230 235 240 



720 
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ggt ccc cga get gtg agg cat cag cct ggg cag gec gga ggg ggc tgg 
Gly Pro Arg Ala Val Arg His Gin Pro Gly Gin Ala Gly Gly Gly Trp 
245 250 255 



47/ 



768 



gat gag ctg gac age ggc ccc age tct cag aat tec tec cag aac age 
Asp Glu Leu Asp Ser Gly Pro Ser Ser Gin Asn Ser Ser Gin Asn Ser 
260 265 270 



816 



gac ctg age agg gtc teg gac teg ggc agt cat tec ggc age gac age 
Asp Leu Ser Arg Val Ser Asp Ser Gly Ser His Ser Gly Ser Asp Ser 
275 280 285 



864 



cat tea ggg gee age egg gag ccg ggt gac ctg gca gaa agg gtc gag 
His Ser Gly Ala Ser Arg Glu Pro Gly Asp Leu Ala Glu Arg Val Glu 
290 295 300 



912 



gtg gtg gee ctg agt gac tgt cag cag gag ttg age ttg gtg agg act 
Val Val Ala Leu Ser Asp Cys Gin Gin Glu Leu Ser Leu Val Arg Thr 
305 310 315 320 



960 



gtg act egg gga cca cgc gee ttc ctg age cgc gag gag gca cag cac 
Val Thr Arg Gly Pro Arg Ala Phe Leu Ser Arg Glu Glu Ala Gin His 
325 330 335 



1008 



ttc ate aaa gcg tgt gga ctg etc aac tgt gag gee gtg ctg cag ctg 
Phe He Lys Ala Cys Gly Leu Leu Asn Cys Glu Ala Val Leu Gin Leu 
340 345 350 



1056 
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ctg acc tgc cac ctg cgt ggg acc agt gaa tgc acg cag ctg agg gcg 
Leu Thr Cys His Leu Arg Gly Thr Ser Glu Cys Thr Gin Leu Arg Ala 
355 360 365 

ctg tgt gcc ate gee tec etg ggg age age gae cte etc cce cag gag 
Leu Cys Ala He Ala Ser Leu Gly Ser Ser Asp Leu Leu Pro Gin Glu 
370 375 380 



— 



1104 



1152 



cac ate etc etc cgc acc egg ccg tgg ctg cag gag etc age atg ggc 
His He Leu Leu Arg Thr Arg Pro Trp Leu Gin Glu Leu Ser Met Gly 
385 390 395 400 

age ccg gga cct gtg ace aac aag gcc ace aag ate ctg agg cac ttt 
Ser Pro Gly Pro Val Thr Asn Lys Ala Thr Lys He Leu Arg His Phe 
405 410 415 

gag gcc tec tgt ggg eag ctg tec cct gee egg gge acc tea get gag 
Glu Ala Ser Cys Gly Gin Leu Ser Pro Ala Arg Gly Thr Ser Ala Glu 
420 425 430 

cct ggc cce aca gcc gcc etc cca ggc cca tct gac ctg ctg ace gae 
Pro Gly Pro Thr Ala Ala Leu Pro Gly P ro Ser Asp Leu Leu Thr Asp 
435 440 445 

get gtg cct etc cct ggg age cag gtc ttc ctg eag cct ctg agt tea 
Ala Val Pro Leu Pro Gly Ser Gin Val Phe Leu Gin Pro Leu Ser Ser 
450 455 460 



1200 



1248 



1296 



1344 



1392 



acc ccg gtc teg tec egg age cct get cce tea tct ggg atg 



ccg tec 



1440 
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Thr Pro Val Ser Ser Arg Ser Pro Ala Pro Ser Ser Gly Met Pro Ser 
465 470 



475 



480 



49/ 



age cct gtg ccc acc cca ccc cca gat gee tec ccc att cca gee ccc 
Ser Pro Val Pro Thr Pro Pro Pro Asp Ala Ser Pro He Pro Ala Pro 
485 490 495 



1488 



gga gac ccc age gag gec gag gec aga ctg gca gaa age agg egg tgg 
Gly Asp Pro Ser Glu Ala Glu Ala Arg Leu Ala Glu Ser Arg Arg Trp 
500 505 510 



1536 



aga cct gaa egg ate ccg ggg ggc acg gac age cca aag aga ggc ccc 
Arg Pro Glu Arg He Pro Gly Gly Thr Asp Ser Pro Lys Arg Gly Pro 
515 520 525 



1584 



age age tgt gcg tgg age cgc gac tec ttg ttt get ggc atg gag ctg 
Ser Ser Cys Ala Trp Ser Arg Asp Ser Leu Phe Ala Gly Met Glu Leu 
530 535 540 



1632 



gtg gec tgt ccc cgc ctg gtg ggg get ggg get get gcg gga gag tec 
Val Ala Cys Pro Arg Leu Val Gly Ala Gly Ala Ala Ala Gly Glu Ser 
545 550 555 



560 



1680 



tgt cct gat get ccc cgc gee ccc caa aca teg tec cag agg aca gca 
Cys Pro Asp Ala Pro Arg Ala Pro Gin Thr Ser Ser Gin Arg Thr Ala 
565 570 575 



1728 



gec aaa gag cct cct ggc tea gag ccg tea get ttc gcg ttc ctg aac 
Ala Lys Glu Pro Pro Gly Ser Glu Pro Ser Ala Phe Ala Phe Leu Asn 



1776 



ttliE# 2003-3112245 
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580 585 590 

gcc tga 

1782 

Ala 



<210> 4 

<211> 593 

<212> PRT 

<213> Homo sapiens 

<400> 4 



Met Ala Ala Ala Pro Pro Leu Arg Asp Arg Leu Ser Phe Leu His Arg 
15 10 15 



Leu Pro He Leu Leu Lys Gly Thr Ser Asp Asp Asp Val Pro Cys Pro 
20 25 30 



Gly Tyr Leu Phe Glu Glu He Ala Lys lie Ser His Glu Ser Pro Gly 
35 40 4 5 



Ser Ser Gin Cys Leu Leu Glu Tyr Leu Leu Ser Arg Leu His Ser Ser 
50 55 60 
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Ser Gly His Gly Lys Leu Lys Val Leu Lys He Leu Leu Tyr Leu Cys 
65 70 75 80 



Ser His Gly Ser Ser Phe Phe Leu Leu He Leu Lys Arg Asn Ser Ala 
85 90 95 



Phe He Gin Glu Ala Ala Ala Phe Ala Gly Pro Pro Asp Pro Leu His 
100 105 110 



Gly Asn Ser Leu Tyr Gin Lys Val Arg Ala Ala Ala Gin Asp Leu Gly 
115 120 125 



Ser Thr Leu Phe Ser Asp Thr Val Leu Pro Leu Ala Pro Ser Gin Pro 
130 135 140 



Leu Gly Thr Pro Pro Ala Thr Gly Met Gly Ser Gin Ala Arg Pro His 
145 150 155 160 



Ser Thr Leu Gin Gly Phe Gly Tyr Ser Lys Glu His Gly Arg Thr Gly 
165 170 175 



thiE# 2003-3112245 
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Ser Ala Gly Glu Ala Phe Leu Ser Thr i le Gln Lys Ala Au ^ ^ 
180 185 190 



52/ 



Val Ala Ser Ala Met Arg Pro Gly P ro Glu Ser Pro Ser Thr Arg Arg 
195 200 



205 



Leu Leu Pro Arg Gly Asp Thr Tyr Gin Pro Ala Met Met Pro Ser Ala 
210 215 



220 



Ser His Gly Pro Pro Thr Leu Gly Asn Leu Leu Pro Gly Ala II 



225 



230 



235 



e Pro 
240 



Gly Pro Arg Ala Val Arg His Gin Pro Gly Gin Ala Gly Gly Gly 



Trp 



245 



250 



255 



Asp Glu Leu Asp Ser Gly Pro Ser Ser Gin Asn Ser Ser Gin 



Asn Ser 



260 



265 



270 



Asp Leu Ser Arg Val Ser Asp Ser Gly Ser His Ser Gly Ser Asp Ser 



275 



280 



285 



His Ser Gly Ala Ser Arg Glu Pro Gly Asp Leu Ala Glu Arg Val Glu 
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290 



295 



300 



Val Val Ala Leu Ser Asp Cys Gin Gin Glu Leu Ser Leu Val Arg Thr 
305 310 



315 



320 



Val Thr Arg Gly Pro Arg Ala Phe Leu Ser Arg Glu Glu Ala Gin His 
325 330 335 



Phe He Lys Ala Cys Gly Leu Leu Asn Cys Glu Ala Val Leu Gin Leu 
340 345 350 



Leu Thr Cys His Leu Arg Gly Thr Ser Glu Cys Thr Gin Leu Arg Ala 
355 360 



365 



Leu Cys Ala He Ala Ser Leu Gly Ser Ser Asp Leu Leu Pro Gin Glu 
370 375 380 



His lie Leu Leu Arg Thr Arg Pro Trp Leu Gin Glu Leu Ser Met Gly 
385 390 



395 



400 



Ser Pro Gly Pro Val Thr Asn Lys Ala Thr Lys He Leu Arg His Phe 
405 410 415 
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Glu Ala Ser Cys Gly Gin Leu Ser Pro Ala Arg Gly Thr Ser Ala Glu 
420 425 



430 



Pro Gly Pro Thr Ala Ala Leu Pro Gly Pro Ser Asp Leu Leu Thr Asp 
435 440 445 



Ala Val Pro Leu Pro Gly Ser Gin Val Phe Leu Gin Pro Leu Ser Ser 
450 455 460 



Thr Pro Val Ser Ser Arg Ser Pro Ala Pro Ser Ser Gly Met Pro Ser 
465 470 475 480 



Ser Pro Val Pro Thr Pro Pro Pro Asp Ala Ser Pro He Pro Ala Pro 
485 490 495 



Gly Asp Pro Ser Glu Ala Glu Ala Arg Leu Ala Glu Ser Arg Arg Trp 
500 505 



510 



Arg Pro Glu Arg He Pro Gly Gly Thr Asp Ser Pro Lys Arg Gly Pro 
515 520 525 



ftiE#2 003-3112245 
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Ser Ser Cys Ala Trp Ser Arg Asp Ser Leu Phe Ala Gly Met Glu Leu 
530 535 540 



Val Ala Cys Pro Arg Leu Val Gly Ala Gly Ala Ala Ala Gly Glu Ser 

560 



545 550 555 



Cys Pro Asp Ala Pro Arg Ala Pro Gin Thr Ser Ser Gin Arg Thr Ala 
565 570 575 



Ala Lys Glu Pro Pro Gly Ser Glu Pro Ser Ala Phe Ala Phe Leu Asn 

590 



580 585 



Ala 



<210> 5 

<211> 27 

<212> DNA 

<213> Artificial 



<220> 

<223> Description of Artificial Sequenced artificially 
synthesized primer sequence 
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<400> 5 

cgtaccacgc tgccaccatg aatgagg 



<210> 6 

<211> 27 

<212> DNA 

<213> Artificial 

<220> 

<223> Description of Artificial Sequence:an artificially 
synthesized primer sequence 

<400> 6 

gcagcgagcg tgcgtcctct gcgtggg 



<210> 7 

<211> 61 

<212> DNA 

<213> Artificial 

<220> 

<223> Description of Artificial Sequencers artificially 
synthesized primer sequence 

<400> 7 

agagagtagt aacaaaggtc aaagacagtt gactgtatcg atgaatgagg tgtctgtcat 



tiiiE#2 0 0 3 - 



9 
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57/ 



61 



<210> 8 

<211> 59 

<212> DNA 

<213> Artificial 



<220> 

<223> Description of Artificial Sequence:an artificially 
synthesized primer sequence 

<400> 8 

tggagacttg accaaacctc tggcgaagaa gtccaaagct tcactcgcgg gatgctggc 59 



<210> 9 

<211> 22 

<212> DNA 

<213> Artificial 



<220> 



<223> Description of Artificial Sequence: the sequence of 5183th(5') to 
5162th(3') bases in Cloning vector P ACT2 (GenBank U29899) 



<400> 9 

cgcgtttgga atcactacag gg 



22 
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<210> 10 

<211> 24 

<212> DNA 

<213> Artificial 

<220> 

<223> Description of Artificial Sequenced artificially 
synthesized primer sequence 

<400> 10 

cagttgagca ggccacactc tttg 

<210> 11 

<211> 20 

<212> DNA 

<213> Artificial 

<220> 

<223> Description of Artificial Sequenced artificially 
synthesized primer sequence 

<400> 11 

taatacgact cactataggg 

<210> 12 
<211> 18 



2003-31 12245 



DNA 

Artificial 
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<220> 

<223> Description of Artificial Sequenceran artificially 
synthesized primer sequence 

<400> 12 

atggcagctg tgccgccc 

<210> 13 

<211> 21 

<212> DNA 

<213> Artificial 

<220> 

<223> Description of Artificial Sequence.'an artificially 
synthesized primer sequence 

<400> 13 

catgtttaaa aatgcaaaag c 

<210> 14 

<211> 22 

<212> DNA 

<213> Artificial 



mSE#2 003-3112245 
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Q 

<220> 

<223> Description of Artificial Sequenceran artificially 
synthesized primer sequence 

<400> 14 

catgtccagg ctacctgttt ga 



22 



<210> 15 

<211> 17 

<212> DNA 

<213> Artificial 

<220> 

<223> Description of Artificial Sequenceran artificially 
synthesized primer sequence 

<400> 15 

caggcactgg ctgctgc 



<210> 16 

<211> 20 

<212> DNA 

<213> Artificial 

<220> 

<223> Description of Artificial Sequenced artificially 
synthesized primer sequence 

mfE#2 003-3112245 
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<400> 16 

aaagtggaga ttgttgccat 

<210> 17 

<211> 19 

<212> DNA 

<213> Artificial 

<220> 

<223> Description of Artificial Sequenced artificially 
synthesized primer sequence 

<400> 17 

ttgactgtgc cgttgaatt 



<210> 18 

<211> 17 

<212> DNA 

<213> Artificial 

<220> 

<223> Description of Artificial Sequencers artificially 
synthesized primer sequence 

<400> 18 

atggctgccg cgccgcc 
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<210> 19 

<211> 20 

<212> DNA 

<213> Artificial 



<220> 

<223> Description of Artificial Sequenced artificially 
synthesized primer sequence 



<400> 19 

ggcgttcagg aacgcgaaag 



20 



<210> 20 

<211> 18 

<212> DNA 

<213> Artificial 



<220> 

<223> Description of Artificial Sequenced artificially 
synthesized primer sequence 



<400> 20 

gactgtgact cggggacc 



18 



<210> 21 
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<211> 21 
<212> DNA 
<213> Artificial 



<220> 

<223> Description of Artificial Sequenced artificially 
synthesized primer sequence 



<400> 21 

gatccccggg tatcgcatcc a 



21 



<210> 22 

<211> 21 

<212> DNA 

<213> Artificial 

<220> 

<223> Description of Artificial Sequence ran artificially 
synthesized primer sequence 

<400> 22 

agcttggatg cgatacccgg g 



<210> 23 

<211> 19 

<212> DNA 

<213> Artificial 
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<220> 

<223> Description of Artificial Sequenceran artificially 
synthesized primer sequence 

<400> 23 

tttgcagggc tggcaagcc 



19 



<210> 24 

<211> 39 

<212> DNA 

<213> Artificial 

<220> 

<223> Description of Artificial Sequence:an artificially 
synthesized primer sequence 

<400> 24 

aattcggaag gccaagaact tcatcgttcg cagagggtc 



<210> 25 

<211> 38 

<212> DNA 

<213> Artificial 

<220> 

<223> Description of Artificial Sequenceran artificially 



ffilE# 2003-31 12245 



2003-206952 
synthesized primer sequence 

<400> 25 

tcgagaccct ctgcgaacga tgaagttctt ggccttcc 



<210> 26 

<211> 30 

<212> DNA 

<213> Artificial 

<220> 

<223> Description of Artificial Sequenceran artificially 
synthesized primer sequence 

<400> 26 

gggactacaa ggacgatgac gataagtagc 



^ : 65/ 



38 



30 



<210> 27 

<211> 36 

<212> DNA 

<213> Artificial 



<220> 

<223> Description of Artificial Sequenceran artificially 
synthesized primer sequence 

<400> 27 
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ggccgctact tatcgtcatc gtccttgtag tcccgc 



^-v: 66/E 
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